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Table 1 Primers for use in influenza virus multiplex real-time RT-PCR

Type, gene  Name Sequence (5°-3’) Position

A, M FLA-M-F151 CATGGARTGGCTAAAGACAAGACC 151-171
FLA-M-R276 AGGGCATTTTGGACAAAKCGTCTA 276-252
B,M FLB-M-F439 CTCTGTGCTTTRTGCGARAAAC 439-460
FLB-MR CCTTCYCCATTCTTTTGACTTGC 671-649
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Table 2 Composition of reaction reagent for one-step
multiplex real-time RT-PCR

Reagent Volume (| / reaction)
RNase Free H,0 5.6
2X One Step SYBR RT-PCR Buffer4 10
PrimeScript 1Step Enzyme 0.8
Each Primer (10pmol/ i 1) 0.5/each
RNA Sample 2.0

Total 20.0

Table 3 Condition of one-step multiplex real-time RT-PCR

Condition Acquisition

Stagel Reveres transcription
42°C 5min
95°C 10 sec
Stage2 PCR / 40 cycles
95°C 5sec None
60°C 20 sec Single
Stage3 Melting peak analysis
95°C 0sec
65°C 15 sec
95°C 0sec
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Fig. 1 Amplification curve of influenza virus type A and B
detection by multiplex real-time RT-PCR
Red : Influenza A Blue : Influenza B Green : Blank
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Fig. 2 Standard curve between crossing point and dilution ratio
of sample RNA.
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Melting Peaks

Fig. 3 Typing of influenza virus A and B genes by melting-curve analysis
Red : Influenza A Blue : Influenza B Green : Blank
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